[Abstract] The vaginal murine HSV-2 infection model is very useful in studying mucosal immunity against HSV-2 (Overall et al., 1975; Renis et al., 1976; Parr and Parr, 2003) . Histologically, the vagina of Depo-Provera-treated mice is lined by a single layer of mucus secreting columnar epithelial cells overlying two to three layers of proliferative cells. Even though this is morphologically different from the human vagina, it closely resembles the endocervical epithelium, which is thought to be the primary site of HSV-2 infection in women (Parr et al., 1994; . In the protocol presented here, mice are pre-treated with Depo-Provera before intra-vaginal inoculation with HSV-2. The virus replicates in the mucosal epithelium from where it spreads to and replicates in the CNS including the spinal cord, brain stem, cerebrum and cerebellum. Cytokine responses can be detected in vaginal washings using ELISA or in vaginal tissues using qPCR. Further, the recruitment of leukocytes to the vagina can be determined by flow cytometry. The model is suitable for research of both innate and adaptive immunity to HSV-2 infection.
; Kastrukoff et al., 2012 3. The next day the media is discarded and 400 µl fresh DMEM with 5% FCS is added to each tissue culture plate. Subsequently add 100 μl of vaginal washes per culture plate diluted in 10-fold serial dilutions in DMEM with 2% FCS so the total volume is 500 µl in each culture plate.
Each culture plate represents one dilution of a vaginal wash. Make duplicates of each dilution.
Incubate cells for 1 h and rock the plates every 15 min to ensure even distribution of the virus.
After 1 h 5 ml of DMEM 5% FCS supplemented with 0.2% human immunoglobulin is added.
5. The tissue culture plates are then further incubated for 2-3 days and stained with 0.03% methylene blue in order to count the plaques. 11. Cool down on ice using a rocking platform.
D. Immunohistochemistry (IHC)
12. The free aldehyde groups are blocked by 50 mM NH4Cl in PBS for 30 min. 14. The next day take the sections out of the fridge and allow to reach room temp. processing. The dissected vaginas are cut in to small pieces with a scalpel and transferred to a small culture flask (T25). Add 4 ml collagenase/dispase (stock: 1 mg/ml) and 2 ml DNase I (stock: 2 mg/ml) in total 6 ml and incubate under constant stirring at 37 °C for 45 min. and mouse and rat IgG (1 µg/ml).
5. Wash with cold PBS and centrifuge the plate at 300 x g for 4 min at 4 °C.
6. Stain for LiveDead (7-AAD) (1:1,000 in PBS). Incubate for 15 min on ice.
7. Wash twice with PBS. 
